. UV-VIS and ESI mass spectra of unlabeled KF (a and b) and
Cy5-labeled KF (c and d). The approximate labeling efficiency could be calculated from the concentrations of KF and Cy5 determined from the A 280 and A 650 absorptions according to manufacturers instructions (GE Healthcare) but we found the analysis of the mass spectra to provide more accurate determinations. For this analysis, the percentage of unlabeled, singly labeled and multiply labeled protein was determined by integration of the corresponding peak areas shown in (c). We typically obtained less than 30% unlabeled material and less than 5% multiply labeled materials. The theoretical mass of unlabeled KF is 68,062 Da. For KF with a single Cy5 the theoretical mass is 68,841 Da, and dually labeled KF has a theoretical mass of 69,620 Da. The masses determined by ESI are in shown. The error reported is the standard deviation of the averages. The true second order k on determined from the slope is 10 8 M -1 s -1 , which is diffusion limited and identical to the value determined for binding to 8Cy3 in the absence of nucleotides (Fig. 3c ).
